Procedure for the extraction and purification of ATC07- Aand ATC07-&from 
Iricholoma Conglobatum 

Tricholoma Conglobatum Fresh Fruiting Body 



Homogenize in 20 mM Tris Buffer at pH 7.4 
Filter through two kiyers of IVfiracloth 
Centrifi^e at 6,000g for 20 min 



Discard Residue 



Discard 0-35% Cut 



(Flow Through Fractton)^ 

Sephacryl S-200 Column by FPLC 
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Protein Assay, Carbohydrate Assay, 
Gel Electrophoresis, 



Supernatant 

I Precipitate with Ammonium Sulfate 
^ ^ Lyopholize ^ 

35%-70%Cut 
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Dialyze against 20 mM Tris 
pH 7.4, 3500 UDcut-oiT 



— ^.^yaphUizfi. 
DEAES 



Sephadex Column 
with 20 mM Tris 
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Mono-Q Ion Exchange Column 

with Salt gradient/pH gradient by FPLC 
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ATC07-fi 



Separation using iHydroxyapatlte Column 
Usmg 0-500 mM NaCl £p*adlent 
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ATC07-fi2 
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Protein Assay, Carbohydrate Assay, 
Gel Electrophoresis 




Figure 2; Mono-Q FPLC Chromatography of Crude Extract from 
Tricholoma Conglobatum 
Column Condrtion: Buffer 20 mM K-phosphate, pH 7.5 
Flow rate 2mL/min 
Detection 280 nm. Sensitivity 0,5 
Temperature 25 'C 
Gradient elution 0-1 M Sodium Chloride 
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Figure 3: Sephacryl -200 FPLC Chromatography of Active Fraction from 
ATC07-a obtained from the Eiution oh. a Mono^Q Chromatography 




Figure 4: Concentration Dependent of Anti- 
angiogenic Activity of ATCOTcT Anti^ 
ang.ogenic^>rf^deten^^^^^ by Endothelial 
Cell Culture (ECC) Assay 



Fraction 31-40 From S-200, #36 is ATC07<:{ 




Figure 5: Protsin and Carbohydrate Analysis of Fraction 31-40 from 
Sephacryl 8-200 Chromatography 
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